Chick embryo extract is widely used to induce differentiation in cultures of muscle and other tissues. As part of a systematic study of factors which promote maximal differentiation of muscle cells, we found that unmodified chick embryo extract could be quite toxic to cells.
The percentage of cells attached at 24h was similar with the different batches of commercial and laboratory-prepared chick embryo extract tested. However, heat inactivation of chick embryo extract for 10 min at 65°C and Amicon filtration (PM-10) of the material non-sedimentable at 35000g for 3Omin at 4°C yielded chick embryo extract that was considerably less toxic than the original extract (Fig. la) . This was most evident at low plating densities. The rate of differentiation was examined by measuring (1) the times to fusion and to appearance of spontaneously contracting myotubes, (2) the increase in the percentage ofnucleipresent in myotubesand (3) the specificactivity ofcreatine kinase (Oliver, 1955) . Creatine kinase activity is expressed as the amount of enzyme which converts ljmol of substrate/min under highly optimum conditions (at 25T) measured by using the Boehringer creatine kinase U.V. test 'optimized standard method'. The time to fusion and the time to contractions were considerably shortened with increasing plating densities. After plating lo6 cells per 6omm Falcon Petri dish (2100mm2) myotubes were generally observed by day 1 and spontaneous contractions by day 2. At lo5 cells per 60mm dish,myotubeswereseen by day 3 and thecontractions byday7. For any given preparation of dissociated cells grown under specific media conditions the percentage of nuclei in myotubes gave parallel results with the specific activity of creatine kinase. In comparison with previous reports, in which untreated chick embryo extracts were used, our cultures exhibited not only a higher final cell density when expressed as protein or creatine kinase per unit plate area, but also a higher percentage of nuclei in myotubes and higher specific activity of creatine phosphokinase ( Table 1) .
In conclusion, addition of untreated chick embryo extract (lo%, v/v) can be highly toxic to cells in culture. The initial plating efficiency (expressed as percentage of attached cells at 24 h in culture) is very much a function of initial cell density. The final degree of differentiation (expressed as creatine kinase activity) is linked not only to the initial plating conditions but also to the detoxication of the chick embryo extract. Ouabain at lm inhibits the secretion of hyaluronic acid by Rous-sarcoma-virustransformed hamster fibroblasts in 5.5 m-glucose medium, but not in glucose-free medium (Duguid & Marsden, 1972) . As the amount of secretion in glucose-free medium is 90-95 % of that in glucose-containing medium, it appears that a complex relationship exists between mucosubstance secretion, ion transport and glucose metabolism.
The Rous sarcoma cells were grown in Medium 199 (+lo% of foetal calf serum).
Although lm-ouabain decreased the rate of both glucose uptake and lactate production, it had no effect on the uptake of the glucose analogue 14C-labelled 3-0-methyl-D -~~U C O S~. As this analogue is not substantially phosphorylated by hexokinase, ouabain may be considered to be acting on glucose metabolism and not on glucose entry into the cells. Preliminary experiments using ~-[l-'~C]glucose and ~-[6-'~C]glucose suggest that ouabain increases the proportion of glucose entering the hexose monophosphate shunt, presumably by inhibiting a stage in glycolysis somewhere between glucose 6-phosphate and the triose phosphates. Arese et al. (1968) have found that, in frog heart, ouabain interferes with glycolysis at the level of fructose diphosphate.
A possible explanation for the effect of ouabain in inhibiting mucosubstance secretion in glucosecontaining medium is that a glucose metabolite, inhibitory to the secretory process, builds up inside the cell. If so, then adding a non-metabolizable glucose analogue might be expected to prevent the build-up of this intermediate and render ouabain less effective. 3-O-Methyl-~-glucose was tested for its effects on muco-substance secretion (Table 1) . It had little effect by itself, but in glucose-containing medium decreased the inhibitory effect of ouabain from 57.3 % to 80.0%. 
